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* CMIC of GPX/CAT inhibitor |
treated wounds
 Amoxicillin
(Hg/mL)

Mg AR AL AR A A Ak e

o o o e e e e

CMIC= Community minimal inhibitory concentration
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1
WOUND HEALING

CROSS-REFERENCE TO RELATED
APPLICATIONS

This application 1s a continuation of application Ser. No.
15/162,570, filed on May 23, 2016, which claims the benefit

of Provisional Patent Application No. 62/165,156, filed on

May 21, 2013, all of which are incorporated by reference
herein.

STAIEMENT REGARDING FEDERALLY
SPONSORED RESEARCH OR DEVELOPMENT

This invention was made 1n part with Government support
under Grant No. R21A1078208 from the National Institutes
of Health, National Institute of Allergy and Infectious Dis-
cases. The Government has certain rights 1n this mnvention.

BACKGROUND

Field of the Invention

The 1nvention relates to creating and treating wounds.

Related Art

Wound healing 1s a dynamic process involving many
factors and cell types including soluble mediators, blood
cells, fibroblasts, endothelial cells, and extracellular matrix.
Normal wound healing 1s divided into several sequential
phases that overlap 1n space and time: homeostasis, intlam-
mation, granulation tissue formation, and tissue remodeling.
Chronic wounds develop as a result of defective regulation
of one or more of the complex molecular and biological
events involved in proper healing.

Chronic wounds 1n diabetics are one of the most common
complications. Diabetic foot ulcers and other similar chronic
wounds 1impact ~6.5M people and cost ~$25 B/year in the
US alone. The critical need for a cure of diabetic chronic
wounds 1s underlined by the continuous increase in type 11
diabetes which accounts for 90-95% of all diabetes. Chal-
lenges 1 doing research and understanding these problems-
atic wounds result from varying disease etiologies, existing
co-morbidities and, importantly difliculties with human tis-
sue collection. For the most part, a clinician sees the patient
when the wound 1s already at an advanced stage of chro-
nicity and critical evidence of causality 1s already lost.

Oxidative and nitrosative stress that make up the redox
environment have been at the epicenter of numerous dis-
cases. Maintaining balance of the redox state 1n the body 1s
a challenge and hence a variety of methods and drugs have
been used to meet this need for balance.

SUMMARY

In one aspect, a method of treating a wound 1n a subject
in need of such treatment 1s provided. The method includes
administering to the subject at least one antioxidant agent 1n
an amount effective to treat the wound. In some embodi-
ments: a) the at least one antioxidant agent decreases wound
infection; b) the at least one antioxidant agent increases the
rate of wound healing; ¢) the at least one antioxidant agent
1s two or more antioxidant agents; d) the at least one
antioxidant agent comprises a free radical scavenger, a lipid
peroxidation inhibitor, or a combination thereof; ¢) the at
least one antioxidant agent comprises N-acetyl cysteine,
vitamin A, vitamin C, vitamin E, a-tocopherol, glutathione,
lipoic acid, carotenes, coenzyme (Q (ubiquinol), melatonin,
cllagic acid, punicic acid, luteolin, catalase, superoxide
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2

dismutase, peroxiredoxins, cysteine, flavenoids, phenolics,
or ergothioneine, or a physiological salt thereof, or any

combination thereof; 1) the at least one antioxidant agent
comprises d.-tocopherol (a-TOC), N-acetyl cysteine, a
physiological salt thereol, or any combination thereof; g) the
wound 1s a chronic wound; h) the wound 1s a frankly chronic
wound; 1) the wound contains exudate; j) the treating com-
prises dismantling of the biofilm, improvement in the re-
epithelialization of the wound, improvement 1n maturity of
the granulation tissue of the wound, decrease in wound
infection, resolution of inflammation, increase in rate of
wound healing, establishment of homeostasis, or any com-
bination thereof; k) the subject 1s a human or animal; 1) the
subject 1s a diabetic; m) the wound 1s treated by debridement
before administering at least one antioxidant agent; n) or any
combination of a)-m).

In some embodiments, the wound 1s a chronic wound. In
these embodiments, the wound may or may not contain
exudate. In some embodiments, the wound 1s a frankly
chronic wound.

In another aspect, a method of making a chronic wound
mouse model 1s provided. The method includes creating a
fresh wound in a db/db mouse, administering to the mouse
one or more ihibitors of at least one antioxidant agent, and
allowing the fresh wound to develop into a chronic wound.
In some embodiments, a) the administering 1s performed
before creating the fresh wound, after creating the fresh
wound, or before and aifter creating the fresh wound; b) the
inhibitors can be 3-amino-1,2,4-triazole, mercaptosuccinic
acid, or a combination thereof; ¢) the method further com-
prises covering the fresh wound with a dressing, which can
be a film-type dressing; d) the routes of administration for
the one or more inhibitors can be intradermal, transdermal,
parenteral, mtravenous, mtramuscular, intranasal, subcuta-
neous, percutaneous, intratracheal, intraperitoneal, topical,
systemic, perfusion, lavage, direct injection, oral adminis-
tration and formulation, or any combination thereof; e) the
antioxidant agent 1s mvolved 1n wound healing; 1) or any
combination of a)-e).

In further aspects, a chronic wound mouse model and a
method of using the mouse model to screen for agents that
can treat and/or promote healing of chronic wounds are
provided.

BRIEF DESCRIPTION OF THE DRAWINGS

For a more complete understanding of the present mnven-
tion, reference 1s now made to the following descriptions
taken 1n conjunction with the accompanying drawings, in
which:

FIG. 1 1s a simplified schematic 1llustration of the oxida-
tive and nitrosative stress cycle.

FIG. 2 1s a panel of graphs showing the levels of super-
oxide dismutase (SOD), H,O,, catalase (CAT) and gluta-
thione peroxidase (GPx) after wounding.

FIG. 3 1s a schematic drawing of the oxidative and
nitrosative stress cycle showing the effects of OH radicals.

FIG. 4 1s a schematic drawing of a gain of ROS function
experiment.

FIG. 5 1s a panel showing results of inhibiting anti-oxidant
CNZymes.

FIG. 6 15 a panel showing wound areas on the left graph
and animal weight on the right graph.

FIGS. 7A and 7B are graphs characterizing bacterial
quantification and biofilm formation. In FIG. 7A, Growth
potential, the dashed line represents the levels of growth
above which the bacterial have the capacity to form biofilm.
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FIG. 7B shows the same bacteria growth on specific media
to 1dentity the various species.

FIG. 8 1s a panel of graphs characterizing bacterial
quantification and biofilm formation. The left graph shows
bacteria growth on specific media to 1dentily various species
as 1n FIG. 7B. The night graph shows the data of the left
graph 1n a diflerent configuration to more clearly show the
bacteria competition during evolution of the biofilm forma-
tion.

FIG. 9 1s a table of antibiotic resistance as the biofilm
develops over time.

FIG. 10 1s a panel indicating the presence of bacteria in
the tissues of chronic wounds. In the leit picture, small
specks of green show the bacterial nucler and large blobs
show the cellular DNA. In the nght picture, simultaneous
staining with wheat germ agglutinin (WGA) shows close
association of the bacteria with the biofilm.

FIG. 11 1s a panel of scanning electron micrographs
indicating the presence of bacteria in the tissues of chronic
wounds. Both micrographs show the biofilm 1s extensive on
the surface of the wound.

FI1G. 12 1s a panel indicating that treatment with N-acetyl
cysteine and a-tocopherol improves healing and weight
gain. The photos 1llustrate the improvement 1n healing after
Antioxidant Agent (AOA) treatment. The graph on the left
shows great improvement 1n size of the wound area and the
graph on the night shows weight recovery after AOA treat-
ment.

FIG. 13 1s a panel indicating that treatment with N-acetyl
cysteine and a-tocopherol decreases oxidative stress. The
graph on the left shows that superoxide dismutase (SOD) 1s
clevated as 1t tries to dismutate superoxide anions into H,O,.
The graph on the right shows that H,O, 1s lower because the
antioxidant enzyme activity 1s now elevated compared with
the non-treated wounds (see FIG. 14).

FI1G. 14 1s a panel indicating that treatment with N-acetyl
cysteine and a-tocopherol decreases oxidative stress. Both
anti-oxidant enzymes catalase (left graph) and glutathione
peroxidase (GPx; right graph) are elevated in the wounds
treated with the antioxidant agents (AOA).

FIG. 15 1s a panel indicating that treatment with N-acetyl
cystemne and a-tocopherol decreases bacterial burden. The
potential for biofilm formation 1s significantly decreased
when the chronic wounds are treated with AOA (left graph)
when compared to non-treated (right graph).

FIG. 16 1s a panel indicating that treatment with N-acetyl
cysteine and a-tocopherol decreases bacterial burden. Bio-
film formation by the isolated species 1s significantly
decreased when the chronic wounds are treated with AOA
(left graph) when compared to non-treated (right graph).

FIG. 17 1s a table indicating that antibiotic resistance
decreased as the wounds are treated with AOA over time.
This 1s the case for 3 antibiotics used in the clinic.

FIG. 18 1s a panel of scanning electron micrographs
showing that the biofilm 1s disappearing as the treatment
continues (micrographs on the right compare with micro-
graphs on the lett).

FIG. 19 1s a panel indicating that treatment with N-acetyl
cysteine and a.-tocopherol improves the quality of the heal-
ing tissue. The pictures indicate that the granulation tissue 1s
much more mature in the wounds treated with both AOA
(NAC and a-Toc).

FI1G. 20 1s a panel indicating that treatment with N-acetyl
cysteine and a-tocopherol improves the quality of collagen
deposition. The collagen fibers in the granulation tissue are
much more mature 1n the wounds treated with both AOA

(NAC and a-Toc).

10

15

20

25

30

35

40

45

50

55

60

65

4

FIG. 21 1s a panel indicating that treatment with N-acetyl
cysteine and a-tocopherol improves the quality of the epi-

dermis. The epidermis 1s much more mature in the wounds
treated with both AOA (NAC and a-Toc).

FIG. 22 1s a schematic illustration of the framework for
experiments. Creating chronic wound 1s shown on the left
side of the schematic, and healing chronic wounds 1s shown
on the right side of the schematic.

DETAILED DESCRIPTION

In one aspect, a method of treating a wound 1n a subject
1s provided. The method includes administering to the
subject at least one antioxidant agent 1n an amount effective
to treat the wound. In some embodiments, the wound can be
a chronic wound. Chronic wounds include, but are not
limited to, venous stasis ulcers, arterial ulcers, diabetic
ulcers, pressure ulcers, traumatic ulcers, post-surgical ulcers,
small vascular wounds, wounds with bacterial biofilm, and
allergy-induced wounds. Chronic wounds occur in diseases
and conditions such as, but not limited to, diabetes, vascu-
lit1s, 1schemia, immune suppression, pyoderma gangreno-
sum, fibrosis, edema, sickle cell anemia, and peripheral
arterial disease atherosclerosis.

In some embodiments, the at least one antioxidant agent
1s one antioxidant agent, two antioxidant agents, or more
than two antioxidant agents. An antioxidant agent can be,
but 1s not limited to, a free radical scavenger or an 1nhibitor
of lipid peroxidation, or a combination thereof.

Examples of antioxidant agents include, but are not lim-
ited to, N-acetyl cysteine, vitamin A, vitamin C, vitamin E,
glutathione, lipoic acid, carotenes, coenzyme Q (ubiquinol),
melatonin, ellagic acid, punicic acid, luteolin, catalase,
superoxide dismutase, peroxiredoxins, cysteine, flavenoids,
phenolics, and ergothioneine, or a physiological salt thereof,
or a combination thereof. Any form of vitamin E can be
used, including tocopherols such as a-tocopherol, and tocot-
rienols.

An antioxidant agent can be administered to a subject 1n
vartous ways depending, for example, on the particular
antioxidant agent and the type of wound. The routes of
administration can include, e.g., intradermal, transdermal,
parenteral, intravenous, intramuscular, intranasal, subcuta-
neous, percutancous, intratracheal, intraperitoneal, topical,
systemic, perfusion, lavage, direct injection, and oral admin-
istration and formulation. In embodiments having multiple
antioxidant agents, the different agents can be administered
by the same or diflerent routes.

The length of administration will vary depending on, for
example, the antioxidant agent or agents used, the subject
being treated, the subject’s weight, the manner of adminis-
tration and the judgment of the prescribing physician. For
example, admimstration of the active agent or compound
can occur for at least 20 days once a wound 1s chronic, or
until the wound 1s visibly improved and on the way to
healing.

In embodiments of the method, an antioxidant agent can
be administered 1in an amount eflective to treat the wound,
or when two or more antioxidant are administered, each
agent alone or a combination of the agents 1s 1n an amount
cllective to treat the wound. This therapeutically effective
amount 1s an amount that results 1n an 1improvement or a
desired change in the condition for which the agent or
combination 1s administered, whether the agent or combi-
nation 1s adminmistered once or over a period of time. For
example, with respect to methods of treating a wound, the
improvement can be a dismantling of the biofilm, improve-
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ment 1n the re-epithelialization of the wound, improvement
in maturity of the granulation tissue of the wound, decrease
in wound infection, resolution of inflammation, increase in
rate of wound healing, establishment of homeostasis, or any
combination thereof. As 1s known, the therapeutically effec-
tive amount will vary depending on, for example, the
antioxidant agent or agents employed, the subject being
treated, the subject’s weight, the manner of administration
and the judgment of the prescribing physician. With a
diabetic subject, the levels of agent 1n the blood and the
health condition of the subject can also be a consideration.
In a mouse subject, for example, 200 mg/kg body weight of
N-acetyl cysteine (equivalent to a 10% solution) and 50
mg/kg body weight of a-tocopherol (equivalent to a 20%
solution) can be administered. Similar doses, appropriately
scaled, can be used for humans.

In some embodiments, the antioxidant agent can be
administered as a pharmaceutical composition. A pharma-
ceutical composition will typically contain a pharmaceut-
cally acceptable carrier. Depending on the intended mode of
administration, the pharmaceutical compositions may be 1n
the form of solid, semi-solid or liquid dosage forms, such as,
for example, tablets, suppositories, pills, capsules, powders,
liquids, suspensions, omntments or lotions, preferably in unit
dosage form suitable for single administration of a precise
dosage. The compositions may include an effective amount
of a selected compound 1n combination with a pharmaceus-
tically acceptable carrier and, 1n addition, may include other
pharmaceutical agents such as anti-viral agents, adjuvants,
diluents, buflers, and the like. The compound may thus be
administered 1n dosage formulations containing conven-
tional non-toxic pharmaceutically acceptable carriers, adju-
vants and vehicles.

For solid compositions, conventional nontoxic solid car-
riers include, for example, pharmaceutical grades of man-
nitol, lactose, starch, magnesium stearate, sodium saccharin,
talc, cellulose, glucose, sucrose, magnesium carbonate, and
the like. Liquid pharmaceutically administrable composi-
tions may, for example, be prepared by dissolving, dispers-
ing, etc., an active compound as described herein and
optional pharmaceutical adjuvants in an excipient, such as,
for example, water, saline, aqueous dextrose, glycerol, etha-
nol, and the like, to thereby form a solution or suspension.
If desired, the pharmaceutical composition to be adminis-
tered may also contain minor amounts of nontoxic auxiliary
substances such as wetting or emulsiiying agents, pH buil-
ering agents and the like, for example, sodium acetate,
sorbitan mono-laurate, triethanolamine acetate, trietha-
nolamine oleate, etc. Actual methods of preparing such
dosage forms are known, or will be apparent, to those skilled
in this art. For oral administration, the composition will
generally take the form of a tablet or capsule, or may be an
aqueous or nonaqueous solution, suspension or syrup. Tab-
lets and capsules for oral use will generally include one or
more commonly used carriers such as lactose and corn
starch. Lubricating agents, such as magnesium stearate, are
also typically added. When liquid suspensions are used, the
active agent may be combined with emulsifying and sus-
pending agents. If desired, flavoring, coloring and/or sweet-
cning agents may be added as well. Other optional compo-
nents for incorporation mto an oral formulation herein
include, but are not limited to, preservatives, suspending
agents, thickening agents, and the like. One skilled 1n this art
may further formulate the compound in an appropnate
manner, and 1n accordance with accepted practices, such as
those disclosed 1n Remington’s Pharmaceutical Sciences,

Gennaro, Ed., Mack Publishing Co., Easton, Pa. 1990.
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A salt of an antioxidant agent can be a physiologically
acceptable salt, which can be a pharmaceutically acceptable
salt. Physiologically acceptable salts and pharmaceutically
acceptable salts are well known 1n the art and include salts
prepared from pharmaceutically acceptable non-toxic acids,
including mmorganic acids and organic acids. Suitable non-
toxic acids include inorganic and organic acids such as
acetic, benzenesulfonic, benzoic, camphorsulionic, citric,
cthenesulifonic, fumaric, gluconic, glutamic, hydrobromic,
hydrochloric, isethionic, lactic, maleic, malic, mandelic,
methanesulfonic, mucic, nitric, pamoic, pantothenic, phos-
phoric, succinic, sulfuric, tartaric acid, p-toluenesulionic
acids, and the like. Salts formed with, for example, a free
carboxy group of an amino acid residue or a peptide, can be
derived from inorganic bases including, but not limited to,
sodium, potassium, ammonium, calcium or ferric hydrox-
ides, and organic bases including, but not limited to, 1so-
propylamine, trimethylamine, histidine, and procaine.

The subject can be a human or another animal, such as
another mammal.

The present invention may be better understood by refer-
ring to the accompanying examples, which are intended for
illustration purposes only and should not in any sense be
construed as limiting the scope of the invention.

Example 1

The methods 1n this Example were described 1n Sandeep
Dhall, Danh C. Do, Monika Garcia, et al., “Generating and

Reversing Chronic Wounds 1n Diabetic Mice by Manipu-
lating Wound Redox Parameters,” Journal of Diabetes
Research, vol. 2014, Article ID 562623, 18 pages, 2014. doa:
10.11355/2014/562625, incorporated by reference herein.

Dermal Excision Wound Model, Preparation of Tissue for

Extracts and for Histology

The surgical procedures discussed here were approved by
the Institutional Animal Care and Use Committee of the
University of California, Riverside. Buprenex and ATZ are
administered 30 and 20 minutes before surgery, respectively.
The mouse 1s then placed 1n an enclosed container that i1s
hooked up to a 1soflurane vaporizer in the chemical hood.
Once the mouse 1s knocked out or no longer moving, 1t 1s
placed on a white surgical pad and the head 1s fitted with a
nose cone that 1s secured to allow continuous administration
of 1soflurane for the duration of the surgery. A wipe (Kim-
wipe) sprayed with 70% ethanol or a clinical ethanol tow-
clette 1s used to lightly wipe the area where the wound will
be made (to minimize killing of the normal bacterial present
in the skin). This also provides a clean surface for the
tegaderm to stick well since dust from the bedding, food, or
skin can prevent the tegaderm from sticking properly. Full
thickness 7 mm punch wounds (excision of the skin and the
underlying panniculus carnosus) were made on the back of
the mice. The animals were euthanized using carbon-dioxide
at various time points and the wound tissue was collected for
histology and protein analysis using a 10 mm punch (wound
bed+surrounding tissue). For protein analysis, zirconium

oxide beads weighing approximately the same as the wound
tissue were added to tissue 1n safe lock tubes, followed by
addition of 10 ul. of RIPA bufler per mg of tissue. The
tissues were bullet blended for homogenization. The extracts
were then centrifuged at 14000 rpm for 15 minutes at 4° C.
The supernatants were used fresh or aliquots prepared and
stored at —80° C. for later use. The samples were normalized
to protein levels.
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Superoxide Dismutase Activity Assay

Total tissue superoxide dismutase (SOD) activity was
measured by using a commercially available kit (Cayman
Chemical, Catalog number 706002, Ann Arbor, USA) that
measures all three types of SOD (Cu/Zn-, Mn-, and EC-
SOD). One unit of SOD 1s defined as the amount of enzyme
needed to cause 50% dismutation of the superoxide radical.
Briefly, xanthine oxidase and hypoxanthine generate super-
oxide radicals that are dismutated by SOD and 1n the process
tetrazolium salt are converted to a formazan dye that 1s read
at 450 nm. The SOD activity of the samples was calculated
from the linear regression of a standard curve that was
determined using the SOD activity of bovine erythrocytes at
various concentrations run under the same conditions. The
SOD activity was expressed as U/mL of tissue extract.
Hydrogen Peroxide Activity Assay

Tissue hydrogen peroxide (H,O,) levels were measured
by using a commercially available kit (Cell Technology Inc.,
Catalog number FLOH 100-3, Mountain View, USA) that
utilizes a nontluorescent detection reagent. The assay 1s
based on the peroxidase-catalyzed oxidation by H,O,, of the
nonfluorescent substrate 10-acetyl-3,7-dihydroxyphenox-
azine to a fluorescent resorufin. 50 ul of tissue extracts
collected at different time points after wounding and nor-
malized to protein concentration was mixed with 50 uL of
the reaction cocktail 1n an opaque 96-well assay plate.
Fluorescent intensities were measured at 530 nm (excita-
t1on)/590 nm (emission) using a Victor 2 (fluorescence and
absorbance) microplate reader. The amounts of H,O, 1n the
supernatants were dertved from a seven-point standard curve
generated with known concentrations of H,O,.
Catalase Activity Assay

Tissue catalase activity was measured by using a com-
mercially available kit (Cayman Chemical, Catalog number
707002, Ann Arbor, USA). The enzyme assay for catalase 1s
based on the peroxidatic function of catalase with methanol
to produce formaldehyde in the presence of an optimal
concentration of H,O,. The formaldehyde produced was
measured spectrophotometrically, with 4-amino-3-hy-
drazino-5-mercapto-1,2,4-triazole (purpald) as the chromo-
gen, at 540 nm 1n a 96-well place. The catalase activity was
expressed as nmol/min/mL of tissue extract.
Glutathione Peroxidase Activity Assay

A commercially available kit (Cayman Chemical, Catalog
number 703102, Ann Arbor, USA) was used to measure
tissue glutathione peroxidase (GPx) activity. The activity
was measured indirectly by a coupled reaction with gluta-
thione reductase (GR). GPx reduces H,O, to H,O and in the
process oxidized glutathione (GSSG) 1s produced that in
turn 1s recycled to its reduced state by GR and NADPH.
Oxidation of NADPH to NADP+ 1s accompamed by a
decrease 1n absorbance at 340 nm. Under conditions in
which GPx activity 1s rate limiting, the rate of decrease 1n the
absorbance measured at 340 nm, 1n a 96-well plate at 1 min
interval for a total of 5 min using a Victor 2 microplate
reader, 1s directly proportional to the GPx activity of the
sample. GPx activity was expressed as nmol/min/mL of
tissue extract.
Chronic Wound Model

To generate chronic wounds 1n db/db mice we performed
tull thickness 7 mm diameter excision wounds on the
dorsum of 6-7-month-old mice. Twenty minutes prior to
wounding, mice were treated once intraperitoneally (IP)
with 3-amino-1,2,4-triazole (ATZ) (Aldrich Chemistry; St.
Louis, Mo.) at 1 g/kg body weight, an inhibitor for catalase.
Immediately after wounding, they were treated once topi-
cally with the inhibitor for GPx, mercaptosuccinic acid
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(MSA), (Sigma Lifesciences; St. Lous, Mo.) at 150 mg/kg
body weight. Immediately after wounding, the wounds were
covered with tegaderm (3 M; St. Paul, Minn.) to prevent
contamination and were kept covered for the duration of the
experiments. In these mice it 1s easy to fully remove the hair
from the back and hair grows very slowly; hence we had no
problems keeping the tegaderm 1n place. The tegaderm was
removed periodically to take pictures of the wound and then
immediately replaced. The wounds were fully chronmic 20
days after wounding and remained open sometimes for more
than 3 months, depending on the experiment. Control db/db
mice were treated exactly the same way but instead of
inhibitors of the antioxidant enzymes they were treated with
the vehicle (PBS). To reverse chronicity, at 20 days, the
antioxidant NAC (Aldrich Chemistry (St. Louis, Mo.)) was
topically applied to the wound at 200 mg/kg and the tega-
derm replaced. Simultaneously, the mice were 1njected 1ntra-
peritoneally with a-toc, Sigma Lifesciences (St. Louis, Mo.)
at 50 mg/kg. This treatment continued with NAC applied to
the wound topically every day using an insulin syringe to
deposit the solution under the tegaderm and over the wound
and with a-toc IP every other day for 20 days (40 days after
wounding). At this point, the antioxidant treatment was
stopped and the wounds went on to heal around 30 days after
initiation of treatment with antioxidants (350 days after
wounding). For the antioxidant controls, the mice were
treated exactly the same but with vehicle rather than anti-
oxidants. In some experiments, tissues were collected at
various time points for detailed histological/histochemical,
biochemical, and cellular/molecular evaluation, and 1n some
cases the tissues were analyzed for type and level of bac-
terial infection/biofilm production. Chronic wounds were
successiully created i over 100 animals
Bacteria Isolation and Characterization

To obtain the wound microbiome samples we used sterile
cotton Q-tips to swab the wound bed, including the surface
of the wound, but yet minimizing disruption of the wound
microenvironment to allow for longitudinal studies of the
microbiome. The content of each swab was suspended in
1.0% w/v protease peptone and 20.0% v/v glycerol solution.
Wounded tissue for bacteria analysis was obtained using
sterile scissors and suspended 1n 1.0% w/v protease peptone
and 20.0% v/v glycerol solution. Tissues were homogenized
in the presence of zirconium oxide beads using a bullet
blender at 4° C. Bacteria were cultured for 16-18 h at 37° C.
on tryptic soy agar plates (BD Difco, Sparks, Md.), con-
taining 5.0% v/v defibrinated sheep blood (Colorado Serum
Company, Denver, Colo.), and 0.08% w/v Congo red dye
(Aldrich Chemistry, St. Louis, Mo.). Colonies were difler-
entiated and isolated based on size, hemolytic pattern, and
Congo red uptake. Resulting cultures were examined using
Gram stain and visualized with optical microscopy. Gram-
negative rods were characterized using the API20E 1denti-
fication kit (Biomerieux, Durham, N.C.) and oxidase test
(Fluka Analytical, St. Louis, Mo.). When requred, the
Pseudomonas Isolation Agar culture test, 42° C. growth test
in tryptic soy broth (ISB) (BD Diico, Sparks, Md.), and
motility test were used. Gram positive cocci cultures were
differentiated based on catalase activity and coagulation
activity (Fluka Analytical, St. Louis, Mo.), 6.5% w/v NaC(l
tolerance test, and hemolytic activity. Biofilm production
was quantified using methods described previously with
minor modifications. Briefly, 3-5 ul. of the wound swabbed
sample was seeded 1n 100 uL. of TSB and grown 1n humidi-
fied incubator at 37° C. 1 a 96-well polystyrene flat bot-
tomed tissue culture plate under static condition. Bacterial
content was removed by inverting and gently flicking the
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plate. The plate was washed three times by slowly submerg-
ing the plate and gently tlicking the inverted plate to remove
the water. The wells were dried by tapping onto absorbent
paper and then air dried at 65° C. for 30 minutes. The plate
was cooled and stamned with Hucker crystal violet for 3
minutes. Excessive stain was removed by rinsing the plate
with water and then air dried overnight. The optical density
at 570 nm was then taken using the SpectraMax M2e
microplate reader (Molecular Device, Sunnyvale, Calif.).
Samples that give an OD of or above 0.1235 were considered
biofilm positive whereas OD below 0.125 was considered
biofilm negative.
Viable Bacteria Cells Count

Wound swab samples were resuspended in sterile Lurna
broth (LB) to yield a 1:4 v/v ratio of sample-to-TSB solu-
tion. Bacterial colomies were visually counted on trypticase
soy agar plates containing 5% sheep red blood cells 1ncu-
bated at 37° C. overnight in a humidified incubator.
Community Minimal Inhibitory Concentrations Assay

Wound swab samples (containing bacteria) that were
seeded on flat bottomed tissue culture plates for 3-4 hr at 37°
C. 1n a humidified incubator were challenged with antibiotic
for 12 hr at various concentrations 1n TSB. Optical density
at 595 nm (OD 595 nm) was used to quantify bacterial
growth. The commumty minimal inhibitory concentration
(CMIC) 1s defined as the lowest concentration of antibiotic
that resulted 1n <50% increase 1n OD 395 nm compared to
that before introduction of antibiotic.
Bacterial Staining

Frozen sections of chronic wound tissues were stained
using ViaGram Red+Bacterial Gram-Stain and Viability Kit
(Life Technologies, Carlsbad, Calif.) with modifications to
the manufacturer’s protocol. Briefly, the frozen tissue sec-
tions were washed 1n 1xPBS for 5 minutes at room tem-
perature to remove the OCT. Sections were then incubated
in wheat germ agglutinin (WGA) conjugate stock solution
for 5 minutes. The WGA solution was drained ofl the slide
tollowed by the addition of 2.5 uLL of the DAPI/Sytox Green
working solution for 10 minutes at room temperature. The
excess working solution was then removed from the section.
Sections were mounted and visualized using a Nikon Micro-
phot-FXA microscope with a Nikon DS-Fi11 digital camera.
Scanning Flectron Microscopy

Tissues collected were fixed 1n 4% paratormaldehyde for
4 hrs at room temperature and then processed as described
previously. Briefly, samples were dehydrated in a series of
cthanol for 20 min each followed by critical point drying of
the tissues, using Balzers CPD0202 and Au/Pd sputtering in
the Sputter coater Cressington 108 auto. The samples were
imaged using an XL.30 FEG scanning electron microscope.
Biofilm Carbohydrate Composition

Chronic wound swab samples were washed with 80% and
100% ethanol to eliminate low molecular weight compo-
nents and then with 2:1 (v/v) chloroform:methanol to
remove lipids and acetone 1n preparation for drying.
Samples were desiccated under vacuum 1n the presence of
P,O.. Total protein content of the dried swab sample was
estimated by the Lowry protein assay. Total carbohydrate
content of dried swab sample was estimated by colorimetric
phenol-sulturic acid assay, using gum arabic as the standard.
For glycosyl composition analysis, dried swab sample was
cleaved by trifluoroacetic acid hydrolysis and the resulting
monosaccharides were derivatized by methanolysis,
N-acetylation, and trimethylsilylation as described previ-
ously, with minor modifications. Gas chromatography-flame
ionization detection and gas chromatography-mass spec-
trometry were performed as previously described. DNA was

10

15

20

25

30

35

40

45

50

55

60

65

10

extracted using the DNeasy Blood and Tissue kit (Qiagen,
Chatsworth, Calif.) according to the manufacturer’s mstruc-
tions. DNA concentration was measured and purity con-
firmed by calculating the OD 260/0D 280 absorption ratio.
Second Harmonic Generation (SHG) Imaging,

SHG 1maging was done as previously described.
Equipped with an NLO interface for a femtosecond Tita-
nium-Sapphire laser excitation source (Chameleon-Ultra,
Coherent, Incorporated, Santa Clara, Calif.) for multiphoton
excitation, an nverted Zeiss LSM 510 NLO META laser
scanning microscope (Carl Zeiss Microscopy, LLC, Thom-
wood, N.Y.) for transmitted light and epifluorescence was
used. The Chameleon laser provided femtosecond pulses at
a repetition rate of about 80 MHz, with the center frequency
tunable from 690 to 1040 nm. A long working distance
objective (Zeiss, 40x water, N.A. 0.8) was used to acquire
images. The sample two-photon signals were epicollected
and discriminated by the short pass 650 nm dichroic beam
splitter. A META detection module with signals sampled 1n
a 394-405 nm detection range (lex=800 nm) was used to
collect the SHG 1mages. Fach image presented in this work
1s 12 bit, 512x512 pixels representing 225 mmx225 mm
field of view.

Statistical Analysis

We used Graphpad Instat Software and Sigmaplot Soft-
ware. Analysis of varniance (ANOVA) was used to test
significance of group differences between two or more
groups. In experiments with only two groups, we used the
Student”s-test. Because the differences we observe are not
small, we perform experiments i groups of three mice and
then repeat the experiment 1n groups of three as many times
as needed to be confident of the results. For the majority of
the cases, 2 sets of experiments to a total of 6 animals were
suilicient to achieve significant results.

Example 2

This Example shows whether early reduction in the
antioxidant capacity immediately after wounding leads to
the development of chronic wounds and whether application
ol antioxidants to these chronic ulcers reduces the oxidative
stress and leads to restoration of normal healing.

I. Excessive Redox Environment 1n Impaired Wounds of the
Diabetic Mouse Model, db/db~~, Mimics the Environment
Present in Human Chronic Wounds

Understanding how wounds become chronic will provide
insights to reverse chronicity. We hypothesized that the high
levels of oxidative stress (OS) 1n wound tissue 1s a critical
component for generation of chronicity. To test this possi-
bility we used the db/db™"~ model of impaired healing and
tested for key molecules involved in oxidative stress during
wound healing (data are shown 1n the Figures). FIG. 1 shows
a sumplified version of the ROS/NOS cycle. We examined
the levels of the molecules depicted 1n the boxes (FIG. 2). As
carly as 4 hrs after wounding, we showed that SOD (super-
oxide dismutase) 1s elevated as it tries to dismutate the
superoxide amons (O,.”) to H,O, which 1s also highly
clevated (FIG. 2), and much like 1n humans, those levels
increase with age. In addition, we also show that the two
most potent antioxidant enzymes present in the wound,
catalase and glutathione peroxidase (GPx), which process
H,O, to H,O and O,, are down regulated or not changed,
respectively, resulting in the building of H,O,, 1n the wound
tissue (FIG. 2). The increased H,O, can react with Fe** ions
to produce .OH radicals which are a highly damaging
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molecule to proteins, lipids and DNA (FIG. 3). Together
these data show high levels of Reactive Oxidative Species
(ROS) 1n the wound.

I1. Manipulation of Specific Redox Parameters in the Wound
Environment Can Create and Reverse Chronic Wounds

To show that these ROS are critical for the development
of chronic wounds we perform gain and loss of function
experiments. For the gain of function experiments, we
turther increased ROS 1n the wound tissue by mhibiting the

Catalase and GPx, the two powerful anti-oxidant enzymes
mentioned above, using specific inhibitors for their activity.

At the time of wounding, catalase was inhibited with
3-Amino-1,2,4-triazole (ATZ) and GPx with mercaptosuc-
cinic acid (MSA) (FIG. 4). Right after treatment the wound

were covered with tegaderm a dressing approve for human
use. In the figures these are called IAE (inhibitor of anti-
oxidant enzymes). For details of the methodology see Dhall
et al., 2014 (Dhall et al., Journal of Diabetes Research,
Volume 2014, Article ID 562625) and Example 1 above.
This treatment applied at the time of wounding was neces-
sary and suilicient to cause the wounds to become chronic
producing exudate and biofilm whereas treatment with PBS,
used as a vehicle for the delivery of the enzyme inhibitors,
heal 1n the normal time period for these mice (FIG. 5). The
wound area enlarges and the mice lose weight (FIG. 6). The
biofilm develops with time without any manipulation on our
part and 1s composed of many different bacteria that have
been found 1n human chronic wounds (FIGS. 7A, 7B, and 8).
With time the various biofilm forming bacteria compete with
each other and 1n the end one, E. cloacae, wins. Presence of
biofilm was confirmed by antibiotic treatment, and micros-
copy. The former showed clearly that at day 4 when there 1s
no biofilm forming capacity (FIGS. 7A and 7B) the antibi-
otic dose needed to eliminate the bacteria 1s low but that
increases dramatically over time as the biofilm forms (FIG.
9). For the microscopic observations we use sytox green to
visualize the bacteria I the tissue and wheat germ agglutinin
to see the biofilm matrix (FIG. 10). We also used scanning,
clectron microscopy to visualize the biofilm on the surface
of the wound (FIG. 11).

To perform the loss of ROS function we treated the
wounds with antioxidant agents (AOA). We chose to use
N-Acetylcysteine (NAC), an amino acid that 1s critical for
the function of GPx and also breaks down mucus and
a.-tocopherol (a-Toc) a specific form of Vit E that 1s a very
potent mhibitor of lipid peroxidation. To reverse chronicity,
at 20 days when the wounds are considered frankly chronic
in this mouse model system, we treated the wounds with
NAC topically followed by replacement of the Tegaderm.
Simultaneously, the mice were injected intraperitoneally
with a-Toc. This treatment continued with NAC applied to
the wound topically every day using an insulin syringe to
deposit the solution under the Tegarderm and over the
wound and with a-Toc IP every-other-day for 20 days (40
days post-wounding). At this point, the antioxidant treat-
ment was stopped and the wounds went on to heal around 30
days after initiation of treatment with antioxidants (50 days
post-wounding) (FIG. 12). The oxidative stress was
reversed, the biofilm dismantled (FIGS. 13-18) and the
quality of the tissue was much improved as detected by
histology. We used hematoxylin an eosin staining for general
histology (FIG. 19), and Masson-thriochrome and second
harmonic generation imaging (SHIM) to examine the quality
of the collagen fiber 1n the granulation (healing) tissue (FIG.
20). We also used immunolabeling to show that the quality
of the epidermis was much superior when we used treated
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with NAC and a-Toc (FIG. 21). For the antioxidant controls,
the mice were treated exactly the same way but with vehicle
rather than antioxidants.

I1I. Summary

Inhibition of antioxidant enzymes catalase and GPx 1n
db/db mice upon wounding leads to development of chronic
wounds.

Bacterna are observed 1n db/db mouse chronic wounds as
carly as 4 days post-wounding, even in the absence of
bacterial inoculation.

Impaired healing can be restored by treatment with anti-
oxidants NAC and a-Tocopherol.

Imbalanced levels of oxidative stress markers (SOD,
H202, GPx and Catalase), dismantling of the biofilm and

improved granulation tissue can be restored with antioxidant
treatment.

Dermis and epidermis development during healing 1s
significantly improved by treatment with antioxidants.

The framework for the study 1s shown in FIG. 22. ps
Conclusions

Creation of redox imbalance 1n the wound microenviron-
ment shortly after wounding 1n db/db mice leads to the
development of chronic wounds with increase 1n oxidative
stress, the presence of biofilm-forming bacteria and high
levels of tissue damage.

These eflects can be reversed by application of antioxi-
dant agents, leading to reduced oxidative stress, reduced
presence of bacteria and improved tissue quality.

Our findings demonstrate the important role of redox
balance at the early stages of healing and suggest that
treating chronic wounds by debridement followed by treat-
ment of antioxidant agents should lead to significantly
improved healing.

We have 1dentified a major underlying trigger mechanism
of poor healing that occurs shortly after injury. The impli-
cation of these results 1s that application of antioxidants to
chronic wounds after debridement would lead to signifi-
cantly improved healing.
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Although the present mmvention has been described 1n

connection with the preferred embodiments, 1t 1s to be

understood that modifications and variations may be utilized
without departing from the principles and scope of the
invention, as those skilled 1n the art will readily understand.

Accordingly, such modifications may be practiced within the

scope of the invention and the following claims.

What 1s claimed 1s:

1. A method of treating a mouse to cause it to have a
chronic wound whereby the mouse can be used as an animal
model, comprising

creating a fresh wound in a mouse,

inhibiting at least two antioxidant agents located within

the fresh wound, and

allowing the fresh wound to develop into a chronic

wound,

wherein the mhibiting 1s performed by administering to the

mouse one or more inhibitors of the at least one antioxidant

agent, where the one or more imhibitors 1s an inhibitor of
catalase, an inhibitor of glutathione peroxidase, or a com-
bination thereof.

2. A chronic wound animal model prepared by the method
of claim 1.

3. A method of screening for an agent that treats chronic
wounds, comprising screening a compound for its ability to
reduce or heal a chronic wound of an animal model, wherein
the animal model results from treating a mouse to cause 1t to
have a chronic wound whereby the mouse can be used as an
amimal model, comprising:

creating a fresh wound 1n a mouse,

inhibiting at least two antioxidant agents located within

the fresh wound, and

allowing the fresh wound to develop into the chronic

wound,

wherein the ihibiting 1s performed by administering to the

mouse one or more mhibitors of the at least one antioxidant

agent, where the one or more ihibitors 1s an inhibitor of
catalase, an imhibitor of glutathione peroxidase, or a com-
bination thereof.

4. The method of claim 3, wherein the mouse 1s a db/db
mouse.

5. The method of claim 3, wherein the at least one
antioxidant agent 1s a free radical scavenger, a lipid peroxi-
dation inhibitor, or a combination thereof.

6. The method of claim 3, wherein the at least one
antioxidant agent 1s catalase, glutathione peroxidase, or a
combination thereof.

7. The method of claim 3, wherein the one or more
inhibitors 1s mercaptosuccinic acid, 3-amino-1,2,4-triazole,
or a combination thereof.
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8. The method of claim 3, wherein the administering 1s
performed before creating the fresh wound or after creating
the fresh wound.

9. The method of claim 3, wherein the administering 1s
performed before and after creating the fresh wound.

10. The method of claim 3, wherein the chronic wound
comprises a biofilm.

11. The method of claim 3, wherein the allowing com-
prises covering the fresh wound with a dressing to prevent
contamination.

12. The method of claim 1, wherein the one or more
inhibitors 1s mercaptosuccinic acid, 3-amino-1,2,4-triazole,
or a combination thereof.
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